INTRODUCTION
It has been shown that a transcription facor, GCF(GC Factor), binds to a specific GC-rich sequence in the EGFR promotor and other promoter of growth factors and growth factor receptor genes and negatively regulates the expressions of these gene, such as EGFR, TGF-a, . Recent results, however, indicates that GCF is a fusion molecule with unrelated cDNA in its 5' end, being probably produced in the process of the construction of cDNA library (4) . Furthermore, we revealed the sequence errors in GCF cDNA that produce a frame shift of amino acid sequece of this protein ( 5) .
What is certain is that GCF is a nuclear protein, which was revealed by the study using a specific antibody to the carboxy terminal region of GCF (6) . The biological role of GCF has to be re-examined. Identification of a protein that binds specifically to GCF is one of the clues for revealing the biological function of this protein.
We previously revealed the presence of a novel protein that binds specifically to GCF and termed as D40. Simultaneously we isolated a part of cDNA for the protein, by the use of two-hybrid system (7, 8) . In this paper, we report the isolation of cDNA clones that cover the entire coding region of D40.
MATERIALS and METHODS
Northern analysis. PolyA( + ) RNAs were isolated and purified from a human promyelocytic leukemia cell line, HL60, and a T cell luekemia cell line, Jurkat, by a kit (Invitrogen). The poly A RNA were electrophoresed on 1% agarose gel and blotted to a nylon filter. About 2 kbp Bgl II fragment was radiolabeled with a-32p dCTP with a random priming method, and used as a probe for hybridization. After the hybridization, the filter was washed and processed for detection with an image analyzer( BAS2000 FujiFilm).
Screening of cDNA library. Using the Bgl II fragment, HL60 cDNA library made in pcDNAl was screened for clones that cover the full length" cDNA of D40. Out of about 5 x 1()5 clones screened, several positive clones were positive and they were isolated, and then DNA sequences were determined.
Rapid Amplification of cDNA Ends (RACE). Total RNA were extracted and isolated from HL60 and Jurkat cell lines with acid guanidinium phenol chloroform(AGPC) method using TRIzol reagent(GIBCO/BRL). RACE method (9) was performed with the protocol and primers provided in 5V3 syntheis of the first strand cDNA. The RACE products were analyzed on a agarose gel and then purified from the gel and subcloned in plasmid DNA. DNA sequence were determined.
DNA sequencing. Plasmid DNAs were prepared from bacteria with Qiagen tip (QIAGEN). Cycle sequencing reaction was performed with dye terminator method(lO), followed by analyses on automatic flouresent DNA sequencer, ABI PRISM 310.
Sequence homology serach. Homology search was performed using a BLAST program and data base in National Center for Biotechnology Information (NCBI) at NIH through Internet.
In vitro transcripton and translation. The cDNA sequence that covers entire coding region of D40 was cloned in pBluescript KS(-) (Stratagene).
Using this plasmid as template, in vitro transcription and translation was performed in the presence of 35 §_ methionine with T7 RNA polymerase and TNT rabbit reticulocyte lysate(Promega).
RESULTS and DISCUSSION
In order to isolate cDNAs for D40 that cover the total coding region of this protein, HL60 cDNA library was used for screening. Out of 5 x 10^ yeast clones screened, several positive clones were isolated. Sequence analysis, however, indicated that none of them contains the neither end of the cDNA. To obtain the 5' ends of cDNA, RACE method were applied. Successfully, the 5' end of the cDNA was cloned.
Sequencing the cDNA clones of D40 disclosed a long open reading frame with a capacity of encoding 887 amino acid. There is a in frame stop codon close to the 5' end of the cDNA. Homology search of the amino acid sequence of D40 revealed that here is no protein with significant homology to D40 protein.
In vitro transcription and translation of D40 cDNA, two bands with molecular weight between 110-130 kda were observed in a protein gel. The size of the bands conform to the number of amino acids deduced from cDNA sequence of D40. Presently, it is not clear why two bands were observed for D40. As a fusion protein of D40 with Gal4 DNA-binding domain in its N-terminal end also give two bands, we cannot rule out the possibility that the C-terminal end is missing the translated product of D40 in the lower band.
There are a couple of characteristics in the amino acid sequence of D40. As GCF has a leucine-zipper region in the middle of the protein, it is important to see whether D40 also has leucine-zipper region. However, we were not able to observe leucine-zipper region in the amino acid sequence of D40. As the cDNA clone obtained by two-hybrid system encodes the carboxymal two thirds of D40 protein, the binding domain to GCF must be present in that region. 
